[Abstract] This protocol is a more detailed version of previous protocols (Yang et al., 2011; Bolaños-Villegas et al., 2013) developed for the examination of meiotic chromosome spreads.
1. Prior to anther collection and fixation remove the enzyme digestion solution from the refrigerator and allow it to thaw on ice. In the meantime set a hybridization oven at 37 °C, and prepare a lunch box in which the bottom is covered by moist tissues. On the bottom of the lunch box place a rack for PCR tubes, and place the slides on top to avoid direct contact with the wet tissues. Digestion of the anthers allows free meiocytes to be released onto slides where they can be stained and observed under the microscope. (but never totally, leave 5 μl). Then change water two more times (5 min each).
6. Add citrate buffer (20 μl). This buffer is used to prepare anthers for enzymatic digestion. Please notice that all ethanol solutions must be cooled in advance at -20 °C. After the bath series is finished allow the slides to air dry at room temperature. 14. Add 15 μl of FISH probe onto each slide. Cover with a coverslip and incubate the slides on the lunch box overnight at 37 °C. The bottom of the box should contain wet paper tissues to maintain a high humidity and avoid dessication of the FISH probe. Ordinarily, the pAL1plasmid is diluted1/100x for PCR and the resulting product is labeled
